ABSTRACT. The C3stau2 exoenzyme from
coverslips placed on the bottom of the tissue culture plates , as previously described (10).
19
Bacterial adherence and internalization was assessed as previously described (11). microscopy analysis of the infected cells was performed as described (11). For a precise localization of the C3stau2 toxin during the infection process of the S. aureus 3 strain Hmi6, we used immunoelectron microscopy. As a control for unspecific label, non-4 infected cells were also processed and analyzed. These cells showed very low background 5 label ( Fig. 1, A) . Analysis by immuno-gold labeling of HeLa cells infected with the Hmi6 6 strain showed poor labeling on extracellular bacteria after 30 min of infection and no C3stau2 7 toxin associated to the host cells (Fig. 1, B and C). After 1 h of infection high number of 8 bacteria were attached (Fig 1, C ) and some were localized intracellularly (Fig. 1, D ). More 9
C3stau2 toxin was present on the surface of the intracellular (Fig. 1, D ) than in the 10 extracellular bacteria and almost no free toxin associated with the cellular membrane or in the 11 cytosol was observed (Fig. 1, B -D) . After 2 h of infection large amount of gold particles 12
were detected associated to all intracellular bacteria which were present in endosomes.
13
Cellular membrane and cytoplasm continue to show almost no labeling (Fig. 2, A (Fig. 2, C ) or in degenerated endosomes (Fig. 2, D) . The C3stau2 toxin was 17 associated with bacteria but also observed for the first time in large amounts in secreted form 18 in the host cytoplasm of infected cells (Fig. 2, C and D) . Quantification of the proportion of and actin was stained with Texas Red-conjugated phalloidin. The IPLC reagent had no effect 17 on HeLa cell morphology, and the cytoskeleton organization did not undergo significant 18 changes ( Fig. 3B ) compared to control non-loaded cells (Fig. 3A) . The cells loaded with 0.5 19 µg/ml of toxin during 10 min showed drastic morphological changes (Fig. 3D ) in comparison 20 to the control IPLC cells (Fig. 3B ) and the non-loaded cells, which were incubated with 0.5 21 µg/ml of toxin alone during 3 h (Fig. 3C ). The mutant toxin had little effect when incubated 22 with the cells (Fig. 3E ) and produce same disassembly of the actin stress fibers but no 23 cytotoxicity when loaded into HeLa cells (Fig. 3F) 
